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PHASE I. 

<fid» wof UPOFECTIN. 

PROCEDURE : (Tl) IVcjtt^ *e 35*n« o cuh«« dish of cxfls the day 

before doing tit traiufeciian *o chat & « -*~ 

lo 90% oooOmcm. 



(T2) Rom d*e cotntn: cnedtooi and washlne plats 
oooe **b PSS. Add lad. of OpaMEM. GOOO 
CacNoj04l-Ol985M wiiboat FCS (or ImLof cntauic 
iPCSX EenwopUte to 37*0 anal 


t l 


(T3> Prepare the followiag 
tcpiafc POLYSTYRENE u 
NUNCCH.HOJ-4134JA-: 

A * OotiMEM or Coinire tnedtom w^boat FBS. 
tOaJ UTOFECTIN. BRL Car No H392SA. 

B : SOpl OptiMEM orCultcic nwfiara without. FBS. 

itd Pbtsnid ONA at lot per fd. 
O-S Ipl G>-tnnsfacn» DNA «t I « per |lL CG4U 

Pct^^v^ PUsnrid pSVlNooV 


Mix (he cootents of eobc A with dm of mbc B and 
us tund for 10 to LS annates before addition ( 

(J*y. Remove coHwe plate tram ocobator and add (he 
transection ouxwee to k dropwise aroond (he plate. 

(T5) . Retora the plate to cwdate at JTC Shake the 
plate forward and tideway! in order to allow the DNA 
mixture In be evenly distributed over the cell pa r f tcc. 
bacabate die plate fo* a farther « to & hoart After dm. 
add ItnL of tncdkn contains** IQfcFB S and M Oy*; per 
qdjof Geounryctne. Kaon *e plate w incubate for 24 
U, « boor* before barretter d* rr*U *~ ~W~- 


lo 


! ..*.-•* : ; « s jj I r 


WASEJL 

SEL FCTOW OF BECQMB awt GLOBES 

PROCEDURE : -_(Sl) Enmtne die transacted ptee to mate 
OO microbial CQWjgn'naTffMt^ Thr. < yfft H bg 

t *Od IB food 


; i j J i 
» t § - • 

i « 

: i i ! 

; 1 • • 1 

Mil. 

: 

i J ~ * 

J i -1 


(52) Remove lbs estate taedhm boot die t 
plate and wzstehc monolayer with 2nd. of POS. 
RonowtePBSwdaddOlSqiUfTijpiw/EDrA 
«d raura to JT*C for 5 


(S3) Re m spend the *-**-i>fif cefis ia Sad 


Alph»<.)MEM (wttbaac Mi o o cleori de s A Dcorr 

nboacicorides). GIBOO CkOtoj04l'-OZStiI 

5* Duhrxed FES. GTBCO CaU*oJZ20-63(MAj/^ 

•00 to lOOOug per ait of G41S Sulphate 

(C««icm). QBCO CscNoj066-18I I. 

0.01 M-M Methotrexate (MTX) 

i* AMhopfemn) SIGMA C*tWojV^77m 
<^ygy^M *** of MTX to 



-)MEM. Skenlxzs ihroofh a o fiter 
at -20*0- *Pq**t aod atons io fee dark 

100 to 200p{ per ad of Genumyaoc 
Aroimcd C*i_No.4-07P00-H 


-Hybrid***' doting pUue. 


CSS) Return the plates to ncobste at 37*C for 10 (o 1 4 
days. The plates can be examined after a •ccfctM 
cofeoics are rcncralrr to tmafl to be pktad at (hit 
.fttge-Tfcae d»oa*l be ao need to change dto i 
over das period oaless (here are so< 
" of cotoaies. if (be nedasn i 

.ttewKaufimuiUm. 

• • • « 


up tod 
ceO 


Res u spcnd the cells wefl by jendy 
dispcttiiog in order to have a 


(S4) Dilute this saipenstoo to appfoxtnawty 45 mL 
Dispense 15 crd. of dux Murrii^^ffl into each of three 
'Hybridbma* charing plates tan GRQNER. 
CscJ4o.633.lfiO. Take can? to fin jfl the cmcro-welh and 
to iroid air babbles bcto{ trapped m them. 
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PHASE 1 
PROCEDUR-E- 


<CI1 Rrtnm (he Hjrfaridooa* dooat pin** afc» 10 to 

to dK aah «** " aod 10 w * lh *° p*** 6 - Rtn !^ e : „ 
*»wh wttwout tea***** «r of (be fiq-d 

{com Che tnkro wells. 


of the] 


<C3J Wifh a bit of practice joe shooM he able to pi* 
— t wm lb contain i n g oety one done. Cbrteor ootor 
(be vefl wifh a NUNC Cryo Pen CsuMaJ39993. 
: 24 Ctoocs (torn different pasci of tfte ' 


fCD b«en cfac plate (Kane of the Bouid «■ (he 
Z~tl, oodL Observe (be fewenctf* ctemj ptue 

S«Ttot po^r WooceU* «««copc (NOCOH *10 
to x30 tnae^ifieauafll. This aBowi yoo w^> 



(C4) Add 15 ad. of PBS to 
<CS) 


: pfcue for a fwal 
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Smdc affaa (he (*qo«J (PBS) ton 
«bc fiqaid la (be oricw wcOa. 

Add 5 od. of TiypriaJEDTAa (heplatoaad rwulic 
1 in ocder to Hit aft (he oncro-vcSa. Tih (he fl 
*: off all (he excess vypsn. fThete m saU 
i oypstn beW In each wcU to detach *e oefld. 
i das plate at JPC for 5 mtntwra 

off the PBS fro«i (be oicra 
AddSpXof 

at JT-CforS 



After K»aa«aa( (he cloaca, add U «d_ of PBS (otfae 
1 and cock off all (he bqoxd ar- i - - 


Add 15 ad. of sckctioQ fnednun to (be plate and tenon 
taineabasor. lids aftow* (be pnae to be tned a^aia to . — 


(C6) Peepato dawa 2* 
ansuQUBpc 
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BEST AVAILABLE IMAGES 

Defective images within this document are accurate representations of the original 
documents submitted by the applicant. 

Defects in the images include but are not limited to the items checked: 

□ BLACK BORDERS 

□ IMAGE CUT OFF AT TOP, BOTTOM OR SIDES 
Q FADED TEXT OR DRAWING 

E^BLURRED or illegible text or drawing 

□ SKEWED/SLANTED IMAGES 

□ COLOR OR BLACK AND WHITE PHOTOGRAPHS 

□ GRAY SCALE DOCUMENTS 

□ LINES OR MARKS ON ORIGINAL DOCUMENT 

_y 

REFERENCE(S) OR EXHIBIT(S) SUBMITTED ARE POOR QUALITY 


□ OTHER: 


IMAGES ARE BEST AVAILABLE COPY. 
As rescanning these documents will not correct the image 
problems checked, please do not report these problems to 
the IFW Image Problem Mailbox. 


